C2C12 cells were SILAC-labeled in DMEM (-Arg, -Lys) medium containing 10 % dialyzed fetal bovine serum (Gibco) supplemented with 84 mg/L 13 C 6 15 N 4 L-arginine and 146 mg/L 13 C 6 15 N 2 L-lysine (Sigma Isotec or Eurisotop) or the corresponding non-labeled amino acids (Sigma), respectively. Three consecutive batches of cells were independently harvested and nuclear extracts prepared as described (Dignam et al, 1983).
analysis, known contaminants and reverse hits were removed. Only proteins identified with at least two peptides one of them unique were considered for analysis. The protein ratios of the individual experiments were plotted in R (prerelease version 2.8.0).
Cloning and recombinant expression of MGR
The longest ORF in the murine genome containing a start codon (ATG) and a stop codon (TAA) annotated as full-length q3umd3 was subcloned from a BAC (imagenes) into pCR8/Gateway/Topo. The subcloned construct (amino acid exchange at position 575 to histidine) has been completely sequenced.
For recombinant expression of a GST fusion protein in E.coli the longest murine ORF was cloned into petM33 (EMBL). E.coli Rosetta culture was induced with 1 mM IPTG and grown overnight at 16 °C .
For recombinant expression in HEK 293, cells were transfected with a custom build pcDNA4 Gateway vector having a N-terminal GFP fusion using Lipofectamine 2000 (Invitrogen) according to the manufacturer instructions and harvested with RIPA buffer 24 hours post transfection. Lysates were stored at -80 °C prior to usage.
Bisulfite Sequencing
DNA was prepared using the QIAamp DNA Mini kit (Qiagen) and subsequently treated with bisulfite solution (EZ DNA Methylation kit, Zymo Research). Bisulfite treated DNA was amplified in a single PCR reaction with primers (5'-GGTTTTAAAATTGAGTTAGGGA-3' and 5'-ACTAAATCCTAAAATTCAAAAAAACC-3') using Hot-star Taq (Qiagen). The PCR products were cloned for sequencing into pCR8/Topo vector (Invitrogen) and sequenced in-house.
esiRNA synthesis
he detailed protocol of esiRNA production has been previously published (Kittler et al, 2005) . Briefly, optimal region for designing the esiRNA has been chosen using the deqor design algorithm (Henschel et al, 2004) in order to fulfill two criteria: to obtain the most efficient silencing trigger in terms of silencing efficiency, and to get lowest chances to cross-silence other genes. The most favorable fragment was used to design the gene specific primers by the Primer3 algorithm (http://frodo.wi.mit.edu/cgibin/primer3/primer3_www.cgi). Three independent esiRNAs for MGR were designed and synthesized. PCR products for the esiRNA production were sequenced using an Applied Biosystems 3730 Genetic Analyzer (Applied Biosystems) according to the manufacturer's instructions. All positions of sequence trace files were confirmed by manual inspection.
Quantitative real-time PCR
For quantitative real-time PCR, RNA was isolated using the PrepEase RNA Spin kit (USB) according to the manufacturer's instructions. cDNA synthesis was carried out using First strand synthesis kit (Fermentas). Primers (mBeta-2-microglobulin forward: 5'-ATTCACCCCCACTGAGACTG-3', mBeta-2-microglobulin reverse: 5'-TGCTATTTCTTTCTGCGTGC-3', mIGF2 forward:
5'-GCCCTCCTGGAGACATACTG-3', mIGF2 reverse: 5'-GTATCTGGGGAAGTCGTCCG-3') were used at 35 nM concentration together with the IQ SYBR green supermix (Biorad) on a Biorad CFX96
RT-PCR machine. Target gene mRNA levels were normalized against quantification of GAPDH mRNA levels for housekeeping using the ΔΔct method (Nolan et al, 2006) .
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